In 1964, Levin and Bang (4) first reported that lysate made from the amoebocytes of Limulus polyphemus (horseshoe crab) coagulated in the presence of minute amounts of bacterial lipopolysaccharide (endotoxin) . Since then the Limulus amoebocyte lysate test has been researched and developed by many investigators and currently can detect picogram quantities of bacterial lipopolysaccharide. Limulus assay kits are now commercially available from several companies, and the Limulus amoebocyte lysate test is used primarily for the detection of bacterial lipopolysaccharide in spinal fluid from patients suspected of having meningitis (3) and for the detection of pyrogenic substances in injectable pharmaceuticals (5 and 50 pl of lysate was added to wells containing diluted lipopolysaccharide. Additional wells containing water were included and served as negative controls. The plates were then covered with plastic lids, mixed, and incubated at 37°C for 1 h. Parallel tests were performed by the standard method in pyrogen-free glass test tubes (10 by 75 mm), using 0.1 ml of lysate per tube as described by the manufacturer. Eight comparative titration series were performed for each lysate lot.
After incubation, the presence or absence of gel formation in the standard tube test was determined by inversion of the tubes. Adherence of a firm gel to the bottom of the tube was read as a positive test, and lack of gelation was read as a negative test. For the microdilution plates, however, the presence or absence of gelation was determined by first adding 50 1pl of a 0.005% aqueous crystal violet stain solution to each well. The bottoms of the plates were then viewed at an oblique angle (30 to 45°). Gelation was noted in wells in which the stain did not mix and color the contents. Lack of gelation was noted in wells in which the dye mixed and colored the contents completely. Figure 1 shows a typical titration series in which gelation, lack of gelation, and a definitive endpoint or titer are visible. The test results were read immediately after the addition of the indicator stain, since the stain penetrated the gel within 3 h and reading of gelation was then impossible. However, after addition of the stain, the plates could be frozen at -20°C and stored for several weeks with the endpoint still 
